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CHULALONGKORN UNIVERSITY

CHULALONGKORN UNIVERSITY

ANIMAL CARE AND USE PROTOCOL (CU-ACUP)

Protocol Review No. D D D D D D D

Protocol review numbers are composed of the last two digits of Christian Era, followed by two digits of faculty code

number, and the last three digits run by faculty IACUC on queue.

***Protocol should be written in English***Hand written forms will not be accepted***

OFFICE | DATE RECEIVED: APPROVAL DATE: DATE EXPIRED:
USE

T O O TSN mwrsrvsracoossratsstoransoesrssst s Ees R OTSA T A O T R S R T B S A R S

1. Project or Proposal (if applicable): . .....comummnimimmsismmsimonwnss swsssinnsmiss s sosn dass ssssmsiassiassssasias

2. Animal Use Prrotocol TIIe:(BNR). .. uuusususs nmommsnnensanmusassnsin s s suaanisn s sosusiasssssissssssivsssasissians

3. Submission of this protocol as:
[J New submission
[ Renew cU-AcUP
Previous approved protocol number

4. Name of Principal Investigator (PI):... MUST COMPLETE 4 PERSONNEL FORM (attached).

I s i e s e S S S R

DEETCRE . srms i s s e e s S e RS POSIHION: .evivitieiieeeei e eaee s

V511111711 o 1 D T P T
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LB 1 1111 1 e
FaCUILY/INSHIULE: ..oeuivnititeet ettt e it ie ettt ettt et et e e e e s eneaneaeaeeanenesaeneenessneanennsnen s

1] AR U 57> R

5. Co-Investigator(s) and person(s) involving animal use:

Name / Surname Affiliation Address Position Phone Fax / E- mail

6. Name of Secondary or Emergency Contact Information:... MUST COMPLETE 4 PERSONNEL
FORM (attached).

INBTE oo st e e e R S T e e

DIEBYCES . comnnmcmmanissmmmenmmsssssmmunssons smwsamnsmionomss POSILON: ©.oviiieiieieeeie e
ARIAGL USEETDS savunvovesmmvassnessnmssevss ssuavisn s s s sy VR TR s T IR eas
DEDATIMBIR |-.cocimenmsmmisenntimasosmametnisse s e sis e s somas e s s s s i bl i iinss
Eaculty/InSTHINEY coroumaesemsmesmsmesesiess s e s S e s S A s
Tl csnsansmmvronsmsnes e T T FiXi vunsismsmrosss i e arsannsas s
7. Name of Attending veterinarian: ........coceeuvervenennennnns RS S SERS S R e TR

N oo e o e ey

DEGICE: vveineeieeeeeneiie e e et e e ae e e e e POSION: ©.evtiiieiteeieeiie e eeaaene
ATRAL USERIDE smsnammsaneem s s e oo e s s S s S s S T  S TR VR
DIEpartMent covooiinnsmmsiis et rmms e e e e e A s e s S s e A e

I ACTU Y IINSUITUIEEE 052500500t S SO A RS s S RS

8. Nature of protocol:

[ Research in the field of
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O Testing/ Monitoring; please Specify «ux cusavmmssimimmmnsiims i aisassmsss s
O TeAChING: COUTSE .. ceuvueuaennaenmmonncnsossencassmsnneesssssssassssnssnsssasnsssssnsasssssssnsssnssssmansss
O Biological production; pleaseSPecily . umssmsmimmmunsmimssamammssmssmes s s am s s
O Animal BTN DlEaSE SO s e s o R S e R S S s S e
O Other, PIEaSe SPECIEY .. .uivntiiteitite et e e e e

9. Funding source/Budget
Grant has been: O Submitted

AT OTIT i B s o o S oA B S R i T B o e e S s
O OheE DICHSE BDECHIV ccomsamem e o S R S S AW S R

DEPARTMENT ENDORSEMENT (Required)

1 endorse this project for review.

Head of Department or Designee Signature Date

Comments:

ATTENDING VETERINARIAN REVIEW (Required)

1 have reviewed this animal use protocol in regard to the proposed care and use of animals. The principal investigator

has been informed of any concerns/comments I have regarding this protocol.

Attending Veterinarian's Name Signature Date

Comments:

Page 3 of 24




BODY OF ANIMAL USE PROTOCOL

10. Executive Summary:

11. Background and Rationale: ................ooiiiiiiiiiiiitiii e aa

12 OD] CEIIVE s s o o S D S S o T S S S S

Page 4 of 24




13 BEnehits of thie) STUAYS «ovmvmimssmmm s is i s s e S e s s e S e e

14. Justification for the Use of Animal and Consideration of Alternatives to Painful or Distressful
Procedures:

14.1 As Principal Investigator, I have considered alternative to procedures that might cause more
than momentary or slight pain or distress. I have used the following methods/sources to search for such
alternative: (Please provided at least two databases search) .............cooeiiiiiiiniiiiiiiie e

14.2 Keywords and Search Strategy: Provide the keyword combinations (Keywords should relate to
the painful procedures and pain or distress associated with the induced disease condition in this project)

G 3 L
Dite Seatch. CONANCEA. vz svmam s s S R e e s

Period Covered by Sarch .........o.iviuiiiiiiiii e e e e

Were any alternatives to procedures which may cause more than momentary or slight
pain or distress discovered in the results of the search(s) indicated above?

DNO

Oves (state what alternatives to the use of painful or distressful procedures were

discovered and the scientific reason for rejecting use of these alternatives.)

Does the purposed research duplicate any previous work?
DNO
Oves (explain why it is scientifically necessary to duplicate the experiment)

14.3 Briefly describe how you have considered each of the following regarding 3Rs or why

they are not applicable:

Page 5 of 24



14.3.1 Replacement of animals (e.g., with in vitro models, computer models or less sentient

animals) and explain why the proposed species is / are the most appropriate.

14.3.2 Reduction in the number of animals (e.g., using appropriate statistical methods in

the design analysis of the study; reduction in experimental variability by using animals of defined genetic or
microbiological status; sharing tissue among investigators) and provide an explanation of how the numbers
of animals to be used in each group or total were appropriate based on scientific and statistical requirement

10:8ChieVe OBIECHVES S vimusmi s e s

14.3.3 Refinement of experimental procedures to minimize pain or distress (e.g., early

endpoint; use of analgesics, anesthetics or sedatives; techniques that reduce stress in the animal):

15. Description of animals

Common name | Breed / Strain/ Age Weight Sex Number

Scientific name

16. Description of Wildlife

Common name | Breed / Strain/ Age Weight Sex Number

Scientific name

Page 6 of 24



Conserved species © No O Yes, the project has been approved by the Department of National Park,
Wildlife and Plant Conservation on (D/M/Y )(please also attach the

lettetOF approval) . smmmrsmmmnsesmss o e a s

17. Animal Facility and Laboratory:
DField Study, please specify the name of the location............cociiiiiuiiiiiiiiiiiiiiiiii e,
Oclient-Owned Animals, please specify the name of the location...............coooeiiiiiiiiiiiiiiiinnn.
Orarm Animals, please specify the name of the location...............coeiiniiiiiiiiiiiiiiiiiieeeeea,
Ouse captive animals, please answer the 19.1 if the terrestrial animal will be used; the 19.2 if the aquatic
animal will be used
Heusing Places bUildifig: covssmmmmsmmrsmmssmsesmssh s sy ROOM ssvsnemsmimnnssnsess

Experimental Place: building..............coooviiiiiiiiiiiiiiiiniiianes ROOM s seesiamiog spemedonsinss

18. Housing System:

DNon-conventional/N atural Habitat
D Conventional

DBiohazard Containment

DOlhcrs, 7o) LT o T0 T R p—

19. Animal care:
19.1 Husbandry consideration:
19.1.1 Caging:
Osolid bottom, open top
isolator

E]Others, please specify......

19.1.2 Caging materials:
Opiastic

O Strictly Hygienic Conventional
D Germ Free

D Barrier

Ostatic filtered top cages
Dlndividual ventilated cage (IVC)

DSlainlcss steel

Page 7 of 24



DOthers, PIBASRSPECIEY v sosvumsmmnnsumemnsmmnnsmassems
19.1.3 Cage size (W XLXH).oooviiiiiieieiieeeeene cm.
1914 Number:oEanImals:] CATE s viwas s s e o SRS TS

19.1.5 Environmental requirements:

Temperature. ........c.vvuvviuiuiiniininiiinnnes
B sovves v swssssvssmsssmsnswammsvssesvess
Light: [standard fluorescent
DOthers, please Specify......c.ovvvniiiiiiiiiiiiiiii,
Light cycle: Ostandard 12 :12
DOthers, PlEASERPECITY. i svevmssmeminsm e
19.1.6 Food:
TYPeoL 0007 csanssssmmansssmunsnsnmmmsinssvovansrsss
SOUTCE/VENAOD: s ot edoi s bt arasa g
Feeding schedule:
Oad tibitum
DOthers, please specify........ccovevneinninn. meal(s)/day

19.1.7 Water (if needed):
Type of water: DTap water
DHyperchlorinated ......... ppm
OAcidified, pH.......
Oro-uv
DOthers, please Specify.....oouvviiiiiiieiieiee e
Water Provided:
Oad tibium
DOthers, please SPecify.....ovuuviuiiiniiiiie e
19.1.8 Bedding/housing media:

DNO

Oyes ,Please SPeCify.....oouviuiiiiiiiiiii e

19.2 Husbandry consideration for aquatic animals:

19.2.1 Water system (Hatchery / Laboratory only)

O Closed water system O Opened water system

O Re-circulating system O Flow-through (flow rate: ..........c......unen. )
[ Static non - renewal System Ostatic renewal System
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19.2.2 Water filtered system (Hatchery / Laboratory only)

O Bio fier [ Solid filter

O Non- fitter [ Other (PlEasEBPECIRS suvormmsnsesnymmsmemes )
19.2.3 Air system

[ Aeration [ Non-aeration
19.2.4 Caging

O Aquaria O Cage

O container [ Other (please Specity: ....ouineriririiiieeeiieieeeae )
19.2.5 Caging material

O Glass [ Plastic

O Acrylic O other (please Specify: ......c.oevviriiiiiiiiiiiiiieeeenn, )
19:2.6 Cagesize (WXL XH (D)) wusessussmasisssnsevissmsiss sonssunmaismisresamssiasasaaas
19:2. 7 DenSily (ML CATE) ... vuismsivssss s mmss s mmbon e dn e s e iR s b s s e iaess

19.2.8 Environment requirement

D Freshwater D Brackish water (........... PSU)

D Seawater (........... PSU)

Temperattre (PC ) ...ovvvueeeiiieeeiieee e ee e ee et ee e e e e e e eaanns

Light O Natural
[ Additionat Light (Light cycle: Light ....... h/Dark ......h)
O other...oovoeeeee

O Not determine

19.2.10 Food

Food type [ Natural food [ Artificial food

O Live feed Cmoist pellet

O Dry pellet O other oo
Food source [ Vender .................. CJother oo
Feeding frequency O Time/day ............... [ Ad tibitum

O other (...% / g body weight/ day)
20. Duration of the Project: From..................ooooveviiininnn... IO e semmsinsor he ke S s R
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21. Materials and Methods:
21.1 Experimental design:
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21.4 Animal Procedure:

21.4.1 Blood or Body Fluid Withdrawal / Tissue Collection / Injections, Tail Clip,
Gavaging:
Dlnjection
Anatomio T ocalion:s e sunmm s hmme e S s s meg e
Needle size/Catheter and.length.....coummimu s
Volifie AdmimiSRied conenmrers s
Frequency (PEr day).......oeuueeiuneiineeiieeiiee e ee e e e een e eanas
L 1111V (e B T ——
DGavaging
Needle size/Catheter and length............coooevviiiiiiiiiiiniinieees
Voliiie/AdMiSered. vy usssmmumsss s
BreqGuentY s s s e R e R s
ChemiCal/DITUG .....iiniiiei it e aeees
OBiood Withdrawal:

ARATONIC TOCAOON: .20 i s e s S e e s e b s

Needle size/Catheterand Ieigth..cvumaummmsmnsmmes naesmss i

Volume Collected. . ... vuieiie it

BOSQUETIEY o i ssssayrasinis oo st e S AR AR B e SR AL ST RS
[IBody Fluid Withdrawal:
ANatomiC LOCAtION. . .ouiuninieietitet et e et e e e e e e e e e e e e e

Needle:size/Catheter andIength.....cumsmummswmmasnssssmmms s

Voluiie CONERted s sumunmsmumsssmne s e e s s R S
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(|1 ) (e e L L T

DTissuc Collection:

ODead animal ©Alive animal

ADFOMIC LOCAION/CTEAN(S) ovssmmmnmmmismsvmmsrvss s s s e s
Needle size/Catheter and length............coooiiiiiiiiiiiiiiiiieea,
B IR SAZ s vt 5SS S M S B
PIEUENCY oo s e e e e e et

Oinfusion:

ANBOMIC LIOCBUON v sisvrsmamesnssmspaisnssmmsis s e s Sy aSR
Needle size/Cathéter and Jetigth . .ccuvrmsvsmnsmmr o ismme s
Volume Administered. ... ....c.oeuiuniniiiiiieii e
Erequency. (Petiday):soeessssmemmnmmmasem s svsam s s
Chemical/Drug

Oothers (DIEASE SPOOILY. ccvisnasmmsmisninssiunsnssenisssssnsasassassssshinsssenssssssssssseninssonsnssrsnsnsssn

21.4.2 Restraint with Mechanical Devices (in conscious animals):
DNO
DYes, please answer the following questions:
Describe device, duration of restraint, frequency of observation, condition
procedures, and steps to assure comfort and well-being.

21.4.3 Projects Involving Food and Water Deprivation, or Dietary Manipulation:
DNO
Dch, please answer the following questions:
Dlndividual animal’s weight is monitored every........... days.

[individual animal’s weight is not monitored.
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Item Amount Duration Compound Compound Frequency
Restricted/Added Supplemented Deleted
Food
Restriction
Fluid
Restriction
Nutrient
Alterations
22. Surgery:
CIno
DYes, please answer the following questions:
22.1 Surgical procedure is: CINon-survival Osurvival
Cone time DMulliple
DMajor Surgery OMinor Surgery

22.2 Location / Room number for surgical procedure will be conducted.

22.7 Multiple survival surgery procedures: Please provide scientific justification
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23. Pain and Distress Assessment and Alleviation:
23.1 Pain or Distress Classification (USDA Classifications)
Ocassification B
Oclassification €
Octassification D
Oclassification E

23.2 Justification for the use of animal in classification E:

23.3 During the study:

1. How often will the clinical condition of animals be monitored?

23.4Are the animals expected to experience any specific study-induced related pain &

distress or any health problems?
D No

O Yes, please describe the expected problems.

23.5 What criteria will be use to assess pain, distress, or discomfort?

O Inactivity DLoss of appetite

Oioss of mobility [JRed stain around the eyes of rats
O Unresponsiveness OLabored breathing
[JRestlessness

Oioss of weight: 05% 0O10% O15% 0O20% weight loss

O Abnormat resting postures, somnolence or hunched posture

DLicking, biting, scratching, or shaking a particular area
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OFailure to show normal patterns of inquisitiveness

Or ailure to groom, causing and unkempt appearance

DGuarding (protecting the painful area)

DOthers, Pl AR S Y v R S A A

24. Anesthetic/Analgesic:
24.1 Analgesic:
DNO
DYes, please answer the following questions:

24.1.1 Chemical method

Common name Drug concentration Dose Route of administration

2412 Physical tiethod, please SPECY. . covmimmmmmmessmsmssmnsvameaivns s s s msssioines
24.2 Anesthesia (Pre-anesthetic and anesthetic):
DNO
DYes, please answer the following questions:

24.2.1 Chemical method

Anesthetic name and Drug concentration Dose Route of administration

(Commercial name)

24.2.2 Physical method, please SPeCify........oiuerininininiiiiiieeeiiei et
24.2.3Who is responsible for maintaining anesthesia.............ooevvriiiinininiiiiieneeseeseeeenns

24.2.4Methods used to monitor anesthesia, frequency of monitoring. ..........c....eovveveeeveierienenes

24.2.5 What criteria will be used to assess level of anesthesia?
DRespiration rate OHeart rate
Oroe pinch Orail pinch
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DComeal reflex DColor of mucous membrane

Oothers please, SPeCify.....oviiii i

24.2.6 Describe post-anesthetic treatment or INtervention ............cccoceeeveereenernnne

25. Animal Transport and Use outside Facilities:
DNo

DYes, please answer the following questions:

25.1 Provide the Xeasom! u...us csmsmuessevussvassns s sss s svssssmseesssanisussasavmes
25.2 Where the animal willbe used? ..........ccooeviiniiiiiiiiiiiiiiiiiiniiian
25.3 Duration of animal be outside the facilities ................coooviiiiiiiiiinnnn.
254 Methods of FanSPORATION «ueususs e v messnmm s s s s
25.5 Will the animal be returned to the facilities? ..............ccooeviiiiiiiiiininnn

25.6 Will the animal be euthanized at the destination? ...............ccovvivienennnnn.

26. Experimental Endpoint:
26.1 Study Endpoint:

DNO

DYes, PIEABEISPECIIVE s vastrossrsummten s s S oA S TSR SIS e s SR S SR aa

26.2 Early Endpoint/Humane Endpoint:

DNO

Dch, T8 L L Tl T —————

' v
26.3 Justification of Dead as an Endpoint: (szymaranmiuiluiio ldmsmoilugadugans

27. Disposition of animals After Completion of Activity:
DEuthanized

OReturn to owner/ production / breeding unit / facility inventory

(P1EASE JUSHE):uciiimimmseimmsmsamsmsssamss e s v ve s r s s s e s snasssaims

Orransfer to another research project:

(please list Protocol No.; PI; and justification)......................
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28. Euthanasia (If applicable):
28 N ethot srafid R e IETBHEE (S)5uunsmmumem s o s s A e R AR e

28.2 Chemicals/Drugs used for euthanasia

Common name Dose Route of administration | Other (please describe)
28.3 Physicals, please SPECILY. ......uuuiniiniiiiiiii e
284 Whererantiial bereuthamizeds ussuessussvmuommssassiommsamsss s sasessesssvs e s s sssessess

28.3 Confirm of euthanasia: (Regardless of the method of euthanasia, indicate how death will be

confirmed)

OINot applicable [ Absence of cardio-vascular function

Ocreate Pneumothorax DDecapitation

DRemoving vital organs DExsanguination

DCervical dislocation DOther (PleasedeSerbe) v suvmmmmmmmansssssassssisessssansasass
29. Necropsy:

DNo

DYes, DS Pt s v e e s rs e S e S S et S T S R
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31. Protection Equipment (in case of using toxin, infectious agents, radioactive materials):

DNo
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PRINCIPAL INVESTIGATOR ASSURANCES

Protocol Number: Approval Date:

1.

I agree to abide by Animal for Scientific Purposes Act and all relevant institutional policy and
regulations regarding animal care and use at Chulalongkorn University.

Should I use the work described in this protocol for a proposal for funding, I assure the description
of the animal use in such funding proposal to be identical to that contained within this protocol.

I understand that the use of hazardous agents may only be initiated after approval from the IACUC,
Institutional Biosafety Committee (IBC), and/or Environmental health and Safety.

I assure that I will complete and submit “AUP for Renewal” prior to the annual anniversary of
protocol approval to avoid expiration of such approval and cessation of all research activities.

1 declare that to the best of my knowledge the work described in this protocol does not
unnecessarily use animals nor is unnecessarily duplicative of previous work. I am aware of the
principles of “replacement, reduction, and refinement,” and assure that I have sought alternatives to
animal use.

I assure that the work described within this protocol will not be initiated until notification of
TACUC approval has been received.

I assure that I will notify IACUC of any proposed changes regarding the work described within this
protocol and agree that no such changes will be implemented until approved by the IACUC (except
where absolutely necessary to eliminate apparent immediate hazards to individual(s) and/or

animal(s)).

I verify that the information provided in this Animal Use Protocol is accurate and complete. I understand

that as Principal Investigator I have ultimate responsibility for the ethical performance of the research, the

welfare of the animals involved, and strict adherence to any condition imposed by the IACUC.

Principal Investigator’s Name: Signature: Date:
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PERSONNEL FORM

CHULALONGKORN UNIVERSITY
ANIMAL CARE AND USE COMMITTEE (CU-ACUC)

OFFICE | DATE RECEIVED: APPROVAL DATE: PROTOCOL NUMBER:

Section I: Protocol Information

Principal Investigator:

Title of Project:

Section II: Status

O Principal Investigator O Co-Investigator Orersonnel

INGHIEY ooicsisiisae st e s e e S e e T S e AR R e e e s A e a e
DT TE3 1 SRS SOOI SRR U POSILON: ©.oviiiiiiieieeiie e

ARIELUSEF T s svsonsssvors e ss s umes s oo o0 e e s e s e e s s S e e TR s
I 1S3 oL 141 1<) 11 OOt
EaCUY/INSTIIIES wnvmuesssmanmnmssmes e s s e s S o s s o S eSS e eTiese

)L~ B s R R S AT

RESPORSIDAIIY i vansnsrnosmsmmevasmenssessens oo s e en s s os e s aIes e e s SV PO TS N AT e eN e e e e

Section I11: Handing of animals and procedures

List all species this individual will be handling and all procedures this individual will be performing

under this protocol. Indicate N/A only if the individual will have no animal contact under protocol.

SPECIES [JAnimal Handling O Animal Husbandry O Anesthesia
OBehavior Test OEuthanasia CJrield Observation
DInjecIion/Fluid Withdrawal [ INon-Survival Surgery Operfusion
DTissue Sampling DTrapping/T agging DSurvival Surgery

D()lher(s), DIEASESPERIIN:: sttt o st i v et ot gt e e A e
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Section IV: Experience and Training (Attached Certificate of Training, if applicable)

Describe this individual’s experience and training in regards to the species involved and the

procedures performed under this protocol.

Section V: Personnel Assurances

1 verify that the information provided in this personnel form is accurate and complete. I understand
that, along with the Principal Investigator, I have a responsibility for the ethical performance of the research,

the welfare of the animals involved, and adherence to any IACUC imposed conditions.
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AMENDMENT REQUEST FORM

s

7\

it

CHULALONGKORN UNIVERSITY
ANIMAL CARE AND USE COMMITTEE (CU-ACUC)

OFFICE | DATE RECEIVED: APPROVAL DATE: DATE EXPIRED:
USE

Section I: Protocol Information

Principal Investigator: Protocol Number:

Title of Project:

Section II: Requested Changes (Choose all that pertain)

DAnimal Species DChange in Endpoint Criteria
CINumber of Animals Opain or Distress
DExperimenlal Procedure DPrincipal Investigator/Co-investigator

DChange in Anesthetics, Analgesics Oother

Section I11: Requested Change Summary (Complete the item for each requested change above)

1. Additional Animal Species: [Please provide a) the reason for additional species; b) the
determination that the new species is the most appropriate; ¢) how this new species connects

with those previously approved.]

2. Number of Animals: [Please provide a) reason for requesting additional animals, and b)
description of how this number was derived (i.e. statistical basis, current standards in literature,

specialized experimental requirements). |
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3. Experimental Procedures: [please provide a) description of changes (i.e. surgical procedures,
# of blood draws, etc) and b) how they relate to work originally approved. Attach addition page

if necessary.|

4. Change in Anesthetics, Analgesic: [Please provide agent name, dose, method of
administration, volume of administration and time of use (i.e. pre-op, op, post-op) and provide

rationale for change.]

5. Endpoint Criteria: [Please provide revised Endpoint Criteria appropriate for the amendment

requested if the criteria given in the original protocol are insufficient. |

6. Pain and Distress: [Please provide methods for recognizing and alleviating any additional
pain and distress not described in the original protocol. Also provide search for alternatives to

this painful or distressful procedure. |

7. Complete only if there is a change from the original approval

DPrincipal Investigator DCo-Invesﬁgator

Vi1 T

DEEIE: smmnns s R S e POSIHON: sovvsmmmmminnsnasemiss

DS OATEIRTETNGE! ssssvuacsorestonsirens o s 3 S T S B S SR S RSB S I

FacOly/IRSHIIE! ouvveuvivsvnssinvinions somaasues s tssms s soeasasysaiss sy s s as s s s runes susen s
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8. Other, please describe:

Section IV: Assurance

The above information is accurate, and the assurances given in my original application are still
valid. Any changes involving the use and care of animals for research and/or teaching may not be made

without prior IACUC approval.

Signature of Principal Investigator Date
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USDA Pain Levels




USDA Pain Levels:

USDA Category B

USDA Category C

USDA Category D

USDA Category E

Breeding or Holding Colony
Protocols

No more than momentary or
slight pain or distress and no
use of pain-relieving drugs, or
no pain or distress. For
example: euthanatized for
tissues; just observed under
normal conditions; positive
reward projects; routine
procedures; injections; and
blood sampling.

Pain or distress appropriately
relieved with anesthetics,
analgesics and/or tranquilizer
drugs or other methods for
relieving pain or distress.

Pain or distress or potential
pain or distress that is not
relieved with anesthetics,
analgesics and/or tranquilizer
drugs or other methods for
relieving pain or distress.

Examples

Examples

Examples

1. Holding or weighing
animals in teaching
or research
activities.

2. Injections, blood
collection or
catheter
implantation via
superficial vessels.

3. Tattooing animals.

4. Ear punching of
rodents.

5. Routine physical
examinations.

6. Observation of
animal behavior.

7. Feeding studies,
which do not result
in clinical health
problems.

8. AVMA approved
humane euthanasia
procedures.

9. Routine agricultural
husbandry
procedures.

10. Live trapping.

11. Positive reward
projects.

1. Diagnostic
procedures such as
laparoscopy or
needle biopsies.

2. Non-survival
surgical procedures.

3. Survival surgical
procedures.

4. Post operative pain
or distress.

5. Ocular blood
collection in mice.

6. Terminal cardiac
blood collection.

7. Any post procedural
outcome resulting in
evident pain,
discomfort or
distress such as that
associated with
decreased appetite/
activity level,
adverse reactions,
to touch, open skin
lesions, abscesses,
lameness,
conjunctivitis,
corneal edema and
photophobia.

8. Exposure of blood
vessels for catheter
implantation.

9. Exsanguination
under anesthesia.

10. Induced infections
or antibody
production with
appropriate
anesthesia and
post-op/post-
procedure analgesia
when necessary.

1. Toxicological or
microbiological
testing, cancer
research or
infectious disease
research that
requires
continuation until
clinical symptoms
are evident or death
oceurs.

2. Ocular or skin
irritancy testing.

3. Food or water
deprivation beyond
that necessary for
ordinary pre-surgical
preparation.

4.  Application of
noxious stimuli such
as electrical shock if
the animal cannot
avoid/escape the
stimuli and/or it is
severe enough to
cause injury or more
than momentary
pain or distress.

5. Infliction of burns or

trauma.

Prolonged restraint.

Any procedures for

which needed

analgesics,
tranquilizers,
sedatives, or
anesthetics must be
withheld for
justifiable study
purposes.

8.  Use of paralyzing or
immobilizing drugs
for restraint.

9. Exposure to
abnormal or
extreme
environmental
conditions.

10. Psychotic-like
behavior suggesting
a painful or
distressful status.

11, Euthanasia by
procedures not
approved by the
AVMA,

BN EL

(Note: there is no USDA Category A.)




Guidelines for determining USDA classification in protocols involving tissue collection before/after
euthanasia and/or animal perfusion:

If an animal will be euthanatized by an approved physical or chemical method of euthanasia solely
for the collection of tissues (after the animal's death), the procedure should be classified as USDA C.

If an animal will be anesthetized so that non-vital tissues can be collected (liver or skin biopsy), and
the animal will then be allowed to recover, the procedure should be classified as USDA D (survival
surgery).

If an animal will be anesthetized so that non-vital tissues can be collected (liver or skin biopsy, etc.);
and the animal will then be euthanatized, the procedure should be classified as USDA D (non-survival
surgery). In this scenario, it is necessary to justify why the animal couldn't be euthanatized (USDA
category C) rather than anesthetized.

If an animal will be anesthetized so that vital tissues can be collected (heart, both kidneys or lungs,
whole liver, etc.), the animal will obviously succumb to the procedure. To determine whether this will
be euthanasia or non-survival surgery, we must consider the definition of euthanasia. A critical
component of this definition is "rapid unconsciousness followed by loss of cardiac, respiratory and
brain function". Based on this definition, procedures which require tissue manipulation or other
prolonged techniques prior to the animals death (more than a few minutes) should be classified as
non-survival surgery (USDA D). Similarly, if an animal will be anesthetized so that the tissue can be
collected in the "freshest" possible state (i.e. heart) and the tissues will be rapidly excised, the
procedure should be classified as euthanasia (USDA C). (Note: In this scenario, it is difficult to justify
why the animal couldn't be euthanatized rather than anesthetized.)

If an animal will be anesthetized so that it can be chemically perfused, the same "test of time"
applies (i.e.: long, technical manipulations should be classified as USDA D; while rapid intravascular
injection of the perfusate without other manipulations should be classified as USDA C).

NOTE: Because the USDA classification system is based on the "potential for pain, distress or
discomfort," the anesthetic/euthanasia drug dose becomes a critical concern. For example, if a known
"euthanasia dose" of pentobarbital will be administered, drug irreversibility is assumed. Thus, once
the animal is confirmed to be in an anesthetic plane (toe pinch response, etc.), tissues can be
collected/ procedures can be performed without the concern about what the animal will be
perceiving. This procedure would then be classified as USDA C. The Committee recommends using a
euthanizing dose whenever possible. Other methods may be appropriate with proper scientific
justification.
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